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mil for electroporation of BHK-21 nftiTe ^ 

: Liljestrom et aL. j. ViroL €5:4107-4113 (1991). 

IPHK-21, lowpasttgp number ftom ATCC Culfiae medium: MEM+NKAA+10% 
,f)Mm + 7^* PBS. Whea pauagiaK or preparing cdla for cleGtroporarioa. 
mnolaycn ihould n«Y«r be allowed reach complete coafloence This 
ctmuping and is generally inewtiiblt If this happens, throw tbem away aad stan 
^te that yott will need 5xlCfi call» per etectropanrioiy u«. .^.n^ « e 6Q^8f^qfc 

^TJ^ra'^Uai BioRad Ocnc PubarTM wiifa Pulse Coatrolkx. 02 torn electrode gap 
cttwoea from BioRad, Qther branda of clectropontidn devices probably will also work but 
ngy require adjustment of setdngs (voliage, c^adtaiice, etc) to optimiw tnmrfection 
emdeocy and cdl survivdd. 

j^aSff-frCff PBvSj Cell4 are washed and shocked in this solaaon. It 1^ advisable to 
cbedc ihe ekctioporadoa time connaht of your PBS before starting, the value should be 

0. 7 at the scttjngs given below. «^«ac 

1. Wash the ceJlnionolaycfS twice with PBS. 

1 Add 3 ml trypsin per 150 nan plate. ]ncub*teat37''Cfor~5miauntiltryp5ini2ationis 
complete. Gemly produce a single cell suspeaaion in the iryp«in solution using a pipette 
andtransfer the cells to MBM + 2% FBS to stop trypsiiuzation (10 ml per plate). 

3. CoI]catbecell4bylowspeedcentriiugatiottatn)omtKnpeit^ CoC^-^^^ 

4. Carefolhrrenjovei the fupetnatant andresoapend'the cdls in ice-cold RNase-free PBS 
(we use 3-5 sol per 150 mm plate). • ^-v-^y ^ / 

5. JDetemaine die yield of the cella (we usually count the number of cells diluted l;10in 
PBS). 

6. Collect the cells ai in stq) 3. Wash one additional tin» with ice-cold RNase-firee PBS 
(repeat steps 4 and 3). 

7. Resospend the cells at a coacentraiion of 1 x 1Q7 cells/ml in ice cold RJ^ase-fiee PBS 
anaiee^ tbemoRjoe. ^ 

l?yfS? '^^Jf^A *aniples to be electeopotated in a 1 J ml microcenti&ge tube on ice. Add 
a w ^o t t&e ceu suspension, mix gendy, and quickly trtnsfer the RNA/ccU mixtuns to the 
deotroporaftoo covetie. Put the cuvette in the holder of the electroporarion device. 

9. Shock the cells two times using the foUowlng aenings. 1 J kV, 25 nH), with the pulse 
coattol^ iciistance set on infinity. The time constant should be mproximaiely 0 7 "035^ 
survival is typically 65-75%. 

10. After die electric shocks, allow the cells to sit at room temperature for 10 min. After 
thM fccovcty period, the cells arc diluad 20.fold with MfeM + FBS (9.5 ml) and plated. 
Wc usually use 0.5-2 ml/ 24 mm well. M ml/ 35 mm pboe, 4^ mV 60 nmi plate or 8-10 
ml/ 100 mm plate, depending upon nature of the expenment 
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As rescanning documents will not correct images, 
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Image Problem Mailbox. 



